C2C12 stable cell lines were generated by maintaining infected cells in 6µg/ml blasticidin (Invitrogen). The endogenous mouse gene was then knocked down using the respective hairpin either shH6pd2624 or shPGK761 and selected with 0.6µg/ml puromycin (Sigma-Aldrich, St. Louis, MO).
Differentiation Assay RNAi Screen
Cells were seeded in 96-well plates at a density of 5000 cells per well. The following day cells were infected with lentivirus containing 8μg/ml polybrene. 5
hairpins per gene were tested. Cells were spin-infected for 30 minutes at 2200 rpm. Plates were incubated overnight and then selected for using 0.6 μg/ml puromycin (Sigma-Aldrich, St. Louis, MO). C2C12 cells were assayed for differentiation two days post-selection. Differentiation was determined by fixing cells in 4% formaldehyde and staining cells using monoclonal anti-myosin heavy chain antibody Millipore-Upstate (Temecula, CA). Cells were visualized on a high-content ImageXpress microscope (Molecular Devices) with a 10X objective, 2-images were captured per well. MHC and DAPI intensity were quantitated using ImageXpress software.
Data Analysis RNAi Screen
Each well of the 96-well plate had a different shRNA. For each well of the plate the MHC intensity was normalized to the DAPI, nuclear intensity. The mean integrated intensity of MHC/DAPI was then determined for the entire plate. Each well was then compared to the average MHC/DAPI score of the plate. A z-score was determined for each well of the plate, which represents the number of standard deviations the hairpin scored above or below the mean of the entire plate. The general formula for the z-score was:
z(x)=(x-μ)/σ where:
x = the 'raw' well measurement μ = the mean of all wells for the plate, and σ = the standard deviation of the wells for the plate.
Growth on Soft Agar
Rhabdomyosarcoma cells were plated in a 96-well plate. Individual wells were prepared with 0.8% soft agar. Cell suspensions containing 0.4% soft agar were plated on-top of the pretreated wells and growth media containing statins was placed above the cell suspension. Media was changed every three days for two weeks. Images were captured two weeks post-plating to assess colony formation on soft agar. Images were quantitated for colony size using ImageJ software.
Quantitative RT-PCR
Cells were plated in 96 well plates and infected with shRNA. 48 hours postselection cells were lysed following the Qiagen RNeasy protocol (Cat #: 74182) for high-thoughput qRT-PCR. Isolation of total RNA was performed according to the Qiagen RNeasy 96 protocol, with the following modification: media was removed prior to lysis. 150 μl of lysis buffer was added and the plate was shaken for 30 seconds. The centrifugation protocol was used rather than the vacuum manifold protocol.
DNA synthesis was performed immediately following RNA extraction.
Synthesis of cDNA was performed according to the SuperScript II protocol. 13 µL total RNA was added to the dNTP/primer master mix per well. The plate was 
Statin treatment
Cells were plated in triplicate in a 96 well plate and fixed 3 days post-treatment.
Fluvastatin, Pravastatin and Atorvastatin were purchased from Sigma Aldrich, (St. Louis, MO). Negative control wells contained 10% FBS non-differentiation medium, and positive control wells contained 2% FBS. Cells were fixed and stained three days post-treatment for myosin heavy chain antibody intensity. A pvalue <0.05 was determined using a two-sided t-test.
Metabolic profiling and data analysis
C2C12 cells were seeded in 10 cm dishes at 80% confluence on day -2 in DMEM growth medium with 10% FBS. On day 0, cells were switched to 2% FBS to induce differentiation. Fresh media was added after aspiration. Metabolites from six biological replicates were extracted on days -2, 0, 3 and 6. 24 hours prior to extraction, fresh growth media with either with 10% FBS or 2% FBS was added to cells. Cells were washed twice with 50 ml of ice cold PBS, in order to remove metabolites from residual cell media. 2 mls of 80% Ethanol maintained on dry ice was added to the washed plates for 5 minutes and dried under nitrogen.
Reconstituted extracts were analyzed using an LC-MS/MS based metabolic profiling platform, as described in Lewis et al. (2) . Total signal of mass-spectral peaks of the intracellular metabolites were measured on day -2, day 0, day 3 and day 6 of differentiation. Relative levels of each metabolite during differentiation were determined with respect to mass spectral peak areas from day -2. Fold change of each of the peaks, relative to that from day 0 was determined.
Metabolites that displayed an increase or decrease of greater than 50% (p<0.05)
were used for the hierarchical clustering analysis. The clustering analysis was performed using Spotfire data visualization software. 
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